Restriction of plasmid DNA

Thisis a standard BioBrick restriction of plasmid DNA containing a BioBrick suffix and prefix. These
standard restrictions are performed using EcoRl, Pstl, Xbal, Spel, Ndel, all high fidelity restriction
enzymes.

Materials
- CutSmart buffer
- RNAse/DNAse freewater
- Restrictionenzymes

Method foranalysis
1. Measure the concentrations of the plasmid DNA.
2. Take between 200 and 500 ngof plasmid DNA for each restriction.
3. Add1/10 of the total restriction volume of CutSmart buffer.
4. Use 0.5 pl of each 20.000 unitsrestriction enzyme. (Use 1 pl of 10.000 units restriction
enzymes.)
Add RNAse/DNAsefree water up to the total restriction volume.
Mix gently and incubate in a waterbathat37 C for 1 hour.
7. Go to the protocol gel electrophoresis.
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Method for ligation
1. Measure the concentrations of the plasmid DNA.
2. Take 1.5 pg of plasmid DNA foreach restriction.
3. Add1/10 of the total restriction volume of CutSmart buffer.
4. Use 0.5 pl of each 20.000 units restriction enzyme. (Use 1 ul of 10.000 units restriction
enzymes.)
Add RNAse/DNAsefree water up to the total restriction volume.
Mix gently andincubate ina waterbathat37 C for 1 hour.
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